INTRODUCTION
The synthesis of serotonin (5-hydroxytryptamine, 5-HT) in the central nervous system is regulated not only by the activity of the rate-limitting enzyme, tryptophan hydroxylase, but also by the concentration of tryptophan, since the enzyme is normally unsaturated with its substrate (Eccleston et al., 1965 ; Green and Sawyer, 1966; Moir and Eccleston, 1968; Jequier et al., 1969 ; Tagliamonte et al., 1971; Curzon et al., 1972) . The brain concentration of tryptophan depends on the plasma level of the aminoacid and on its transport rate into the brain (Eccleston et al., 1965 ; Oldendorf, 1971; Fernstrom and Wurtman, 1972) . In recent years, the significance of plasma levels of free and total (free + albumin bound) tryptophan on the cerebral metabolism of 5-HT has been investigated (Fernstrom and Wurtman, 1971; Knott and Curzon, 1972; Tagliamonte et al., 1973; Curzon and Knott, 1974; Brase and Loh, 1975; Wurtman and Fernstrom, 1976 ; Gal et al., 1978) . Tryptophan in the plasma is most often determined by the f luorometric method of Denckla and Dewey (1967) . The method is based on formation of the f luorophore, norharman, from tryptophan by condensation with formaldehyde and then oxidation with ferric chloride in the acid solution at 100'C for 1 hr.
Usually, this reaction has been applied directly for an assay of tryptophan, i. e., free tryptophan in the ultraf iltrate of plasma and total tryptophan in the deproteinized plasma after the treatment with trichloloacetic acid or perchloric acid (PCA) (Fernstrom and Wurtman, 1971 ; Curzon et 363 at, 1972; Knott and Curzon, 1972; Eccleston, 1973 ; Tagliamonte et al., 1973 Mason et al., 1978 For the direct estimation of tryptophan, 3.5 ml of 0.4 N PCA was added to 0.5 ml of the ultraf ilt rate, and the free tryptophan was assayed by the same estimation method.
Total tryptophan was assayed using 4 ml of the supernate obtained after addition of 5 ml of 0.4 N PCA to 0.2 ml of the plasma and centrifugation at 12000 rpm for 10 min in the cold. For the column separation of free and total plasma tryptophan, 0.5 ml of the ultraf filtrate or 4 ml of the PCA extract from the plasma was adjusted to pH 2.0-2.5 with 0.1 N HC1 or with 1 N NaOH, respectively, and passed through the column as described above. However, the assay was reported to be quenched by certain metal ions (Denckla and Dowey, 1967), L-DOPA (Curzon and Knott, 1974) or sucrose and other keto sugars (Woodcock and Khairallah, 1976) and also by a light (Lehman, 1971 Table 4 ).
RESULTS

Quenching
The method of enckla and Dewey is simple and sensitive, and has been generally adopted in determination of plasma tryptophan by manually operated and autoanalyzed methods. However, our results serve a notice to the direct application after administration of drugs, especially to the application for the assay of free tryptophan, which controls brain tryptophan level and 5-HT synthesis (Knott and Curzon, 1972; Tagliamonte et al., 1973) . For the accurate assay of tryptophan in the tissue samples, the estimation method should be applied after introducing appropriate separation procedure for tryptophan to remove quenching compounds.
